HDAC4 has been IPed after 48 h of the indicated treatments. The immunoprecipitated have been tested for HDAC4 (upper panel) and for the signal due to acetylated lysines (lower panel). Note that the signal due to acetylated lysines is over-exposed to assure that no signal is detected in this system. Fluorimetric human recombinant HDAC1, 2, 3, 4, 5, 6 assays. GST-HDAC1, 4, 5, 6 have been cloned into the pAcG2T baculovirus transfer vector (BD) and purified by using glutathione beads.
The BD BaculoGold transfection system (BD) has been used in Sf9 insect cells for expression following supplier's instructions. HDAC3/NCoR complex and HDAC2 proteins have been purchased (BPS; truncated proteins). Purity of all proteins (commercial and our purified proteins) has been verified as shown in Suppl. Figure 1 .
The HDAC assay has been carried out as follows: the HDAC Fluorescent Activity Assay is based on the Fluor de Lys Substrate and Developer combination (BioMol) and has been carried out according to supplier's instructions. Briefly, the Fluor de Lys Substrate, which comprises an acetylated lysine side chain, has been incubated with the purified recombinant HDAC enzymes in presence or absence of the inhibitors, for 0.5 h at 37 °C. When a different incubation time has been used, it is specified into the text. Deacetylation of the substrate sensitizes the substrate so that, in the second step, treatment with the Developer for 30 minutes produces a fluorophore. The fluorophore is excited with a 360 nm light and the emitted light (460 nm) has been quantified with a TECAN Inphinite M200 station. For different substrates please see (Lahm et al., 2007) and (Heltweg et al., 2004) . 37°C in slow rotation. The day after 50µl of a quenching solution were added and 100µl of the samples were counted in duplicate after a brief centrifugation in a scintillation counter.
Transfections: C2C12 cells at a density of 2 x 10 5 cells per well in 24-well plates were plated one day before trasfection so that cells will be 90-95% confluent at the time of trasfection. C2C12 were transfected by using lipofectamine TM 2000 (INVITROGEN) . The complexes contained: 200 ng of 3xMEF2-luc or 4RE-luc; 20 ng of full-length MyoD and/or 20 ng of PCAF and 100 ng of cytomegalovirus-β-galactosidase (CMV-β-Gal, used as an internal control to normalize variations in the transfection efficiency). The total quantity of DNA was adjusted at 1 μg with pBluescript.
Luciferase and βgal assay, after 48 hours of differentiation, were measured using standard protocols (PROMEGA) at the TECAN inphinite200.
